Experimental studies of the evolution of reproductive isolation in real time are a powerful way to reveal the way that fundamental processes, such as mate choice, initiate divergence. Mate choice, while frequently described in females, can occur in either sex, and can be affected by the genetics or environment of an individual. Here we describe simple protocols for assessing mating outcomes in fruit flies, which in this context can be used to assess reproductive isolation derived from rearing on different diets over multiple generations.
3. Young, virgin adults are distinctive from older adults as they are very pale with a distinctive dark spot visible beneath the cuticle of the abdomen (the meconium). Adults matching this description may be reliably collected as virgins even in a collection that has not been sorted within the 6 h window (Figure 3) . 6. Mating tests should take place 5-7 days post-eclosion, 24 h prior to this half of the flies will be wing-clipped so that flies may be identified as to background when mixed together in mating crosses (see Figures 1 and 2) . 3. Each mating chamber is an empty glass vial save for a strip of filter paper soaked in RO water to provide moisture, and sealed with a cotton wool bung. 4. Introduce one male from each treatment into the mating chamber with a pooter, followed by one female from each treatment.
5.
Monitor the chambers continuously until the first pair of flies copulate, and record the identity of the flies. Remove any mating chambers which do not produce a mated pair within 2 h from the study.
6. Any vials containing individuals that died, were immobile, or mated for a period of < 5 min during the course of the experiment should be discarded.
Data analysis
1. The total number of flies in each mating pair type should be recorded ( Cook the medium for 10-15 min until it begins to boil Allow medium to cool to below 60 °C before adding the preservatives Nipagin M (10% in Ethanol) 10.5 ml
